The ASF colony was maintained within a flexible-film isolator to avoid flora diversification. Absence of other bacterial species was confirmed using aerobic and anaerobic culture followed by 16S
sequencing of individual colonies as previously described (Geuking et al., 2011) .
Isotype-specific ELISA for the detection of serum antibodies
ELISA plates (Nunc) were coated overnight with isotype-specific rat anti-mouse IgE (2.5 g/ml, clone 6HD5) or 1 g/ml goat anti-mouse IgA, IgM, IgG1, IgG2a, IgG2c or IgG3 (Southern Biotechnologies) capture antibodies at 4°C in 0.1 M NaHCO 3 . Plates were washed with 0.05% Tween 20 in PBS and blocked for 2 h at room temperature with 5% bovine serum albumin (for IgE ELISA) or 2.5% bovine serum albumin (for all other isotype-specific ELISAs) in PBS. Blocking buffer was flicked off and serially diluted serum samples or standards (IgE standard clone TIB-141 or standards for IgA, IgM, IgG1, IgG2a, IgG2c and IgG3 from Zymed), were added and incubated for 2 h at room temperature.
Captured IgE was detected with biotinylated anti-mouse IgE (clone RIE-4) at 2.5 g/ml followed by horseradish peroxidase-conjugated streptavidin (Biolegend) at 1 g/ml. Captured IgA, IgM, IgG1, IgG2a, IgG2c and IgG3 were detected by horseradish peroxidase-conjugated anti-mouse IgA, IgM or IgG (Sigma). ABTS peroxidase solution (0.1 mg/ml 2,2'-azino-bis-[3-ethylbenzthiazidine-6-sulfonic acid], 0.05% H 2 O 2 in 0.1 M NaH 2 PO 4 ) was used for the colorimetric reaction. ELISA plates were analyzed at OD 405 nm with a microplate reader (Bio-Rad) and standard curves and antibody concentrations were calculated using Microplate Manager III software (Bio-Rad).
Axenic in vivo administration of IL-10.
For IL-10 treatment germ-free C57BL/6 mice (28-days old) were administered recombinant IL-10 (500 ng i.p, R&D) daily on four consecutive days (rIL-10 day 28-31) or daily on four consecutive days followed by twice a week until day 49 of age (rIL-10 day 28-49). For all procedures the germ-free status was confirmed at the end of each experiment. ) T cells from spleen or cLP were enriched using CD4 microbeads or the regulatory T cell isolation kit (Miltenyi Biotec). Germ-free status was confirmed at the end of the experiment.
Axenic adoptive cell transfer

Quantitative real time PCR
DNA impurities were removed from all RNA samples using a DNA-free kit (Ambion). RNA quality and concentration were assessed with RNA 6000 Nano kit (Agilent) on a Bioanalyzer 2100 (Agilent). 
Flow cytometry antibodies
Antibodies and corresponding clones used for flow cytometry were as follows: CD4-PerCP (RM4-5), CD4-FITC (GK1.5), IFN--FITC (XMG1.2), IL-17A-PE (TC11-18H10), conjugated to streptavidin-PE, B220-APC-Cy7 (RA3-6B2), CD25-PE (7D4), and I-A b -FITC (25-9-17) were purchased from BD PharMingen. CD90.2-APC (30-H12), IgM-PE (R6-60.2), CD19-APC (6D5), CD45RB-PacificBlue (C363-16A), CD3-AlexaFluor700 (17A2) and CD117 (2BA)-APCeFluor780
were purchased from Biolegend.
